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(54) Title: PROCESS FOR OBTENTION OF DECOCTIONS OF VITIS LABRUSCA AND VITIS VINIFERA SKINS 

(57) Abstract: The present invention deal with a process to obtain a decoction from Vitis labrusca and Vitis skins; process to obtain 
a hydro-alcoholic and hydro-alcoholic-ethyl acetate obtained from the decoction; pharmaceutical preparations containing the decoc- 
tion and the before mentioned extracts and therapeutic utilization of the preparations and the prevention and treatment of arterial 
hypertension and other cardiovascular diseases. The decoctions and the extracts, when administered orally to rats with spontaneous 
arterial hypertension, hypertension induced by chronically inhibition of nitric oxide synthesis or induced by DOCA-salt adminis- 
tration induced a significant reduction of the high levels of arterial blood pressure. Capsules and tablets were prepared with the 
decoctions and extracts. 
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Process for obtention of decoctions of Vitis labrusca and Vitis vinifera skins 

Process for obtention of decoctions of Vitis labrusca and Vitis vinifera skins; Process for 
obtention of hydro-alcoholico and hydro-alcoholic ethyl acetate from the decoctions; 
pharmaceutical preparations containing the decoction and the extracts and therapeutic 
indications of the preparations in the prevention and treatment of arterial hypertension and 
5 other cardiovascular diseases. 

n Field of Invention 

The present invention deal with products that have anti-hypertensive properties, process to 
obtain products from plants belonging to Vitacea family, more specifically to Vitis labrusca 

10 and Vitis vinifera species, application of those products, process to obtain those products, 
more specifically a process to obtain a decoction from skins of those plants, more 
specifically a process to obtain an of hydro-alcoholic and hydro-alcohohc- ethyl acetate 
extracts from those decoctions, more specifically, a process to obtain pharmaceutica 
preparations containing these products and therapeutic indications of pharmaceutica 

15 preparations in the treatment of arterial hypertension and diseases caused by arterial 

hypertension. 

m Inventio n Antecedents 

Arterial hypertension is a disease with high prevalence among adult population and 
induces many deleterious effects in hypertensive patients, including cardiac, kidney and 

20 cerebral dysfunction's. Arterial hypertension is at the moment one of the largest causes of 
death Therefore, pharmacological treatment, that have the scope to reduces the high level 
of arterial blood pressure and the cardiovascular complications from arterial hypertension, 
is helpful for the patient and supported by health public agency Usually the 
pharmacological treatment of hypertension is obtained with use of diuretics, beta blocking 

25 agents, inhibitors of the renin-angiotensin system, inhibitors of the sympathetic system and 
vasodilators compounds. . 

Data from the literature suggest that cardiovascular mortality be inversel y^ at i e n c L^ 
moderate ingestion of alcoholic beverage. Leger et al., (Lancet 1:101701028 1979) 
suggested that daily ingestion of moderate amount of red wine may be responsible for the 

30 low incidence of coronary heart disease. This observation was coined as French Paradox 
(Lancet 338 464-486 1991) since the incidence of coronary heart disease in the some part 
of France, where the ingestion of a high fat diet is not correlate with a high incidence of 
coronary heart disease, as observed in other countries. One explanation for the French 
Paradox could be related to the presence of polyphenols in the red wine, compounds that 

35 could acts on the metabolism of LDE, an important risk factor for coronary heart disease. 

At the moment the mechanisms of the protection induced by small intake of wine on 
the reduction on cardiac mortality is not know, but probably an action on the metabolism ot 
lipids may be taken in consideration. However considered that arterial hypertension is an 
important risk factors for coronary heart disease, the present invention suggest a protective 

40 mechanism based on the experimental data object of this patent, that showed that products 
obtained from grape skins reduce the development of arterial hypertension m rats, and also 
reduce the high levels of arterial blood pressure in experimental hypertension. 
Ill) Symmarv of the. Invention. 



BNSDOCID: <WO_020721 1BA1J_> 



WO 02/0721 18 PCT/BR02/00038 



The present invention refers to a process to obtain products that have anti- 
hypertensive properties. Refer also of those products that are obtained from plants 
belonging to Vitacea family, more specifically Vitis vinifera and Vitis labrusca species, in 
particularly, to a process to obtain products that include extraction of those products from 
5 the fruits of those plants. 

More particularly, the present invention, refer the to a process to obtain products that have 
anti-hypertensive activity, that include separation of skins, pulps and seeds of the fruits, to 
obtain a decoction from the skins of the fruits and extraction of the decoction with solvents, 
particularly solvents physiologically acceptable as ethanol, ethyl acetate and/or its mixtures, 
10 and posterior process of the decoctions and extracts to obtain products with 
pharmacological activities. 

More particularly, refer also the present invention, methods to obtain products with anti- 
hypertensive properties as a decoction, that include an extraction with a solvent 
physiologically acceptable, as for instance, water as a decoction for 3 to 30 minutes. 
15 Also, refer the present invention to process the decoctions and extracts obtain products with 
pharmacological activities. 

Also, refer the present invention process to obtain products as hydro-alcoholic and hydro- 
alcoholic- ethyl acetate extracts, and posterior separation, concentration and lyophilization 
to obtain the products. 

20 Also, the present invention refer, as mention above, to the before mentioned 

products per se and also the utilization of the before mentioned products and medicines 
containing the before mentioned products, with ant-hypertensive properties. 
IV) Condensed description of the me thodology used. 

The present invention is supported by scientific data obtained in chemical and 

25 pharmacological experimentations. Below we give a brief view of the investigative process 
that supports the invention. 

TV.A1 Method to obtain the grape-skin decoctions. 

Vitis labrusca and Vitis vinifera fruits were washed and after separation from the pulps, the 
skins were put inside a recipient made of neutral glass or stain-less steel, containing a 
30 certain amount of distilled water, boiled, minced and left macerated for a certain period of 
time, and further filtered in order top obtain the liquid phase of the decoction. The liquid 
phase is concentrated in a low-pressure rotator evaporator at approximately 40° C and then 
lyophilized. The lyophilized is kept frozen (-20°C). 

IV.B^ Method to obtain the grape-skin hydro-alcoholic extract from the skin-decoction. 

35 The fruits of Vitis labrusca or Vitis vinifera were washed and after separation from the 
pulps, the skins were put inside recipient made of neutral glass or stainless-steel containing 
a certain amount of destined water and boiled. The decoction was minced, extract with 
ethanol, same amount of water e then left macerated for a certain period of time. The 
mixture is filtered, the liquid phase is kept refrigerated and the semi-solid phase can be 

40 again extract with a mixture of water/ethanol (v: v) for one or two time. The liquid phases 
are concentrated in a low-pressure rotator evaporator at approximately 40 to 60° C and then 
lyophilized and kept at -20° C. 

TV.O Method to obtain grape-skin hyd ro-alcoholic-ethvl acetate extract from the skin- 
decoction. 
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The fruits of Vitis labrusca or Vitis vinifera were washed and after separation from the 
pulps, the skins were put inside recipient made of neutral glass or stainless-steel containing 
a certain amount of destined water, boiled, minced, extract with a mixture of ethanol- ethyl 
acetate -decoction (v:v:v) and then left macerated for a certain period of time. The mixture 

5 is filtered, the liquid phase is kept refrigerated and the semi-solid phase can be again extract 
with a mixture of water/ethanol/acetate ethyl (v:v:v) for one or two time, and the liquid 
phases are concentrated in a low pressure rotator evaporator at approximately 40 to 60 C 
and then lyophilized and kept at -20° C. 
TV.D~> Pharmacodynamic and pha rmacotechnical methods. 

10 The pharmacological activities of the products obtained from Vitis labrusca and Vitis 
vinifera-skms were assessed by pharmacodynamic^ tests that assessed the anti- 
hypertensive action of the products in spontaneous hypertensive rats, Doca-salt 
hypertensive rats and L-NAME hypertensive rats. The pharmacotechnical method refers the 
way to obtain capsules containing the lyophilized of the extracts obtained from Vitis 

15 labrusca and Vitis vinifera skins. 

V.l Detailed description of the Invention. 

In the ambit of the present invention, the fruits of Vitis labrusca and Vitis vinifera 
species, before been submitted to the process of extraction, according to the invention, if 
not utilized after the harvest, can be stored for long periods at the temperature from +4 to - 

20 20° C. 

Method to obtain the prape-skin decoction. . 
Fruits of Vitis labrusca or Vitis vinifera are washed in water, and the skin is 
separated from the pulp. The skins are washed in water e later put inside of neutral glass or 
stainless steel recipient in the proportion of 1 to 100 g of skin to 100 ml of water, for 

25 instance 25 g /l 00 ml and boiled for 3 to 60 minutes, for instance about 5 minutes. After 
the time of boiling, the decoction is left to cool to 20 to 90° C, for instance 75° C and 
minced The minced decoction was macerated for a certain period of time (1 hour to 30 
days) for instance 6 hours inside a refrigerate at 4° C or at room temperature for instance 
25° C under agitation. The decoction is filtered in a sieve with 0.1 to 1.0-mm pore, for 

30 instance 0.2 mm, being also filtered through gauze and finally filtered through a paper filter 
Whartman n.l. The liquid phase is concentrated in a low-pressure evaporator at a 
temperature of 30 to 60 ° C for instance 40 ° C and then lyophilized and kept under -4 to - 

70° C. t _ , 

V Ftt Method to obtain the F rane - sVin hvdro-alcoholic extract from the decoction. 

35 The grape-skin decoction, after been minced short after boiling, is extracted with ethanol 
95% in a proportion of decoction/ethanol (v:v) of 1:0.5 to 1:10, for instance 1:1. That 
mixture is minced and macerated for a certain period of time of 3 hours to 30 days, for 
instance 6 hours and kept inside a refrigerator at 4° C or at room temperature at 25° C and 
shaken. At the end of the maceration period it is filtered through a sieve with 0.1 to 1 mm 

40 pores, for instance 0.2 mm, being also filtered through gauze and finally filtered through a 
filter paper, Whartman n.l. The semi-solid phase can be extracted again in the same 
conditions as described above for 1 or 3 times, for instance 2 times. The liquid phase of the 
first extraction is kept inside a refrigerator at 4° C and then added to the liquid phase of the 
other extractions. The final liquid phase is concentrated under low pressure evaporator at a 
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temperature of 35 to 65° C, for instance 40° C e then lyophilized and kept at -4 0 C to -70° 
C, for instance -20° C. 

V.O Method to obtain the grape-skin hvdro-alcoholic-acetate of ethyl extract from the 
decoction. 

5 The decoction, after been minced after boiling, is extracted with a mixture of 

decoction/ethanol/ethyl acetate (v:v:v) of variable proportion for instance 1:1:1. That 
mixture is minced and macerated for a certain period of time of 3 hours to 30 days, for 
instance 6 hours and kept inside a refrigerator at 4° C or at room temperature at 25° C and 
shaken. At the end of the maceration period the extract is filtered through a filter paper 

10 Whartman n.l and the liquid phase kept inside a refrigerator at 4° C and the semi-solid 
phase can be again extracted at the same condition as described above for one or three 
times, for instance two times. The liquid phase of the first extraction is kept inside a 
refrigerator at 4° C and then added to the liquid phase of the other extractions. The final 
liquid phase is concentrated under low pressure evaporator at a temperature of 35 to 65° C, 

15 for instance 40° C e then lyophilized and kept at 4 C to -70° C, for instance -20° C. 
YD General Observation. 

The specific procedure described in item V.A to V.C above, were described not with the 
scope to limit, but wit the scope to illustrate the possibilities of realization of the present 
invention, with ambit is limited only by the claim annex. 

20 VII.) Pharmacodynamical and Pharmacotechnical Methods 

The pharmacological activities of the various products obtained from the Vitis labrusca and 
Vitis vinifera skins were assessed by pharmacodynamic methods that study the anti- 
hypertensive activity of the products in the following models of experimental hypertension: 
DOCA-salt hypertension, spontaneous hypertensive rats (SHR) and hypertension induced 

25 by inhibition of nitric oxide synthase. The pharmacothechnical method refer to the method 
to obtain capsules containing the lyophilized residue of the products obtained from Vitis 
labrusca and Vitis vinifera skins. 
VHP Illustrative examples of the Invention. 

Below are examples with the objective to illustrate and not to limit the present 

30 invention, which purpose, as mention above, has its delimitation's in the claim annex. 
VIILA^ Method to obtain the lyophilized of the Vitis labrusca grape-skin deception. 

Approximately 2 000 g of Vitis labrusca fruits were washed in tap water. The skins 
were isolated from the pulps and washed in tap water during approximately 3 minutes. The 
skin (lOOOg) were boiled in 4000 mL of distilled water for 5 minutes. After boiling, while 

35 the decoction was still warm, the decoction was minced at approximately 80°C and left for 
maceration for 6 hours under shaking. The decoction was filtered through a sieve with 0.2 
mm pores and then filtered in gauze and then through a filter paper Whatman n.l. The 
liquid phase, obtained after filtration was is concentrated under low pressure evaporator at 
45° C, lyophilized and kept at -20° C, until the day of use. 

40 VIILB) Method to obtain the lyophilized of the Vitis vinjfera grape-skin deception. 

Approximately 2 000 g of Vitis vinifera fruits were washed in tap water. The skins 
were isolated from the pulps and washed in tap water during approximately 3 minutes. The 
skin (lOOOg) were boiled in 4000 mL of distilled water for 5 minutes. After boiling, while 
the decoction was still warm, the decoction was minced at approximately 80°C and left for 
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maceration for 6 hours under shaking. The decoction was filtered through a sieve with 0.2 
mm pores and then filtered in gauze and then through a filter paper Whatman n.l. The 
liquid phase, obtained after filtration was is concentrated under low-pressure evaporator at 
45° C, lyophilized and kept at -20° C, until the day of use. . 
5 vm O Method to obtain the lyophilized o f th e h vd ro-alco holic extract obtained from VltlS 

labrusca grape-skin d ecotion. _ .. 

Approximately 1 000 g of Vitis labrusca fruits were washed in tap water. The skins 
were isolated from the pulps and washed in tap water during approximately 3 minutes. The 
skin (500g) were boiled in 2 L of distilled water for 5 minutes. After boiling, the decoction 
10 was minced. Two liter of ethanol was added to the decoction and minced. The exacted 
was left macerating for 6 hours and filtered through a sieve, pores 0.2-mm and then filtered 
through a filter paper Whartman n.l. The liquid phase, obtained after filtration was is 
concentrated under low-pressure evaporator at 45° C, to evaporate the ethanol and then 
lyophilized to obtain the lyophilized of the hydro-alcoholic extract of the Vitis labrusca 

15 decoction. Ll . T ,. f . 

vttt m Method to obtain the Ivon h .lizen of the hvdro-alcohohc. extract obtained from Vim 

vinifera gr ape-skin deception, . . 

Approximately 1 000 g of Vitis vinifera fruits were washed in tap water. The skins 
were isolated from the pulps and washed in tap water during approximately 3 minutes. The 

20 skin (500g) were boiled in 2 L of distilled water for 5 minutes. After boiling, the decoction 
was minced Two liters of ethanol was added to the decoction and minced. The extracted 
was left macerating for 6 hours and filtered through a sieve, pores 0.2-mm and then filtered 
in a filter paper Whartman n.l. The liquid phase, obtained after filtration was is 
concentrated under low-pressure evaporator at 45° C, to evaporate the ethanol and then 

25 lyophilized to obtain the lyophilized of the hydro-alcoholic extract of the Vitis vinifera 

^TT^Method to ohtain the lyo p hilized of the hvdro-alcoholic- ethyl acetate extract 
ohtained from Vitis lab n^r.a grape-skin deception. . 
Approximately 1 000 g of Vitis labrusca fruits were washed in tap water. The skin 

30 (500gj were isolated from the pulps and washed in tap water during approximately 3 
minutes The skins were boiled in 2 L of distilled water for 5 minutes. After boiling, the 
decoction was minced. One liter of ethanol plus one liter of ethyl acetate were added to the 
decoction and minced. The extracted was left macerating for 6 hours and filtered through a 
sieve, pores 0.2-mm and then filtered in a filter paper Whartman n.l. The liquid phase, 

35 obtained after filtration was is concentrated under low-pressure evaporator at 45 C, to 
evaporate the ethanol and then lyophilized to obtain the lyophilized of the hydro-alcoholic 
extract of the Vitis labrusca decoction. 

VTTl . F^ Method to ohtain the lyophilized of the hvdro-alcoholic-ethyl acetate extract 
ohtained from Vitis vin ifera grape-skin deception. . 
40 Approximately 1 000 g of Vitis vinifera fruits were washed m tap water. The skins 

were isolated from the pulps and washed in tap water during approximately 3 minutes. The 
skins were boiled in 2 L of distilled water for 5 minutes. After boiling, the decoction was 
minced One liter of ethanol plus one liter of ethyl acetate were added to the decoction and 
minced The extracted was left macerating for 6 hours and filtered through a sieve, pores 
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0.2-rnm and then filtered in a filter paper Whartman n.l. The liquid phase, obtained after 
filtration was is concentrated under low-pressure evaporator at 45° C, to evaporate the 
ethanol and then lyophilized to obtain the Iyophilized of the hydro-alcoholic extract of the 
Vitis vinifera decoction. 
5 DO. Example of biological tests performed with the products of the invention. 

The anti-hypertensive activity of lyophilized from various products was access by 
testing its efficacy of the lyophilized to reduce the levels of experimental arterial 
hypertension and to reduce the development of hypertension in rats. The anti-hypertensive 
activity was accessed in adult male Wistar rats, spontaneous hypertesive or made 
10 hypertensive by the following methods: nitric oxide inhibition by use of an analogue of L- 
arginine, that is, L-NAME, and subcutaneous injection of DOCA followed by orally 
administration of saline in uninephrectomized rats; 

Arterial blood pressure was measured in the tail of rats by a noninvasive method while the 

rats were awake, using a cuff and a sensor c connected to equipment manufactured by 
15 Letica-Barcelona-Spain. The lyophilized was administrated orally, in the drinking water, so 

that the rats were treated with the products continuously during the period of treatment. 

Arterial pressure was measured three times per week before and during the treatment with 

the lyophilized. The values of arterial blood pressure were compared using Student's test 

and the differences were considered significantly when p < 0.05. 
20 IX. AV Effects of the lyophilized obtained from the decoctio n of Vitis labrusca skins in the 

arterial hypertension induced by inhibition of nitric oxide synthe sis in rats. 

Adult, male Wistar rats (250 -350 g, n = 10) were kept cage with no more than 4 

animals por cage. Mean arterial blood pressure was measured noninvasively, by Letica 

(Barcelona) equipment. A cuff and a sensor around the tail of the animal were connected to 
25 the equipment. The cuff is inflated automatically in order the measure the mean arterial 

blood pressure. 

After a period of adaptation the experimental conditions, for measurement the mean arterial 
blood pressure, the pharmacodynamical test was started. During the adaptation period, body 
weight was estimated three times a week, the animals received tap water and food at 

30 libitum, and the daily intake of water was estimated. 

The animals were divided in two groups of 5 rats. One group (control) was treated 
orally with L-NAME, 50 mg/kg/day, diluted in the drinking water. The other group was 
also treated with L-NAME, 50 mg/kg/day plus 100 mg/kg/day of the lyophilized of the 
decoction of Vitis labrusca in the drinking water. Figure 1 show the anti-hypertensive effect 

35 of the lyophilized of the decoction of Vitis labrusca in this particular experiment. 

IX.B^ Effects of the lyophilized of the hvdro-alcoh olic extract obtained from the decoction 
of Vitis labrusca skins in the arterial hypertension induced bv inhibition of nitric oxide 
synthesis in rats. 

Adult, male Wistar rats (250 -350 g, n = 12) were kept cage with no more than 4 
40 animals por cage. Mean arterial blood pressure was measured noninvasively, by Letica 
(Barcelona) equipment. A cuff and a sensor around the tail of the animal were connected to 
the equipment. The cuff is inflated automatically in order the measure the mean arterial 
blood pressure. 
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After a period of adaptation the experimental conditions, for measurement the mean arterial 
blood pressure, the pharmacodinamical test was started. During the adaptation period, body 
weight was estimated three times a week, the animals received tap water and food at 
libitum, and the daily intake of water was estimated. 
5 The animals were divided in two groups of 6 rats. One group (control) was treated 

orally with L-NAME, 50 mg/kg/day, diluted in the drinking water. The other group was 
also treated with L-NAME, 50 mg/kg/day plus 100 mg/kg/day of the lyophilized of the 
hydro-alcoholic extract of decoction of Vitis labrusca in the drinking water, five days after 
the beginning of treatment with L-NAME. Figure 2 show the anti-hypertensive effect of the 
10 lyophilized of the hydro-alcoholic extract obtained from the decoction of Vitis labrusca in 
this particular experiment. . 
ty r > Effects Of the lyophilized of t h e hydro-alcoholic-acetate of ethyl extract obtained 
fry,™ th P decoction of Wis, lahmssa skins in the arterial hypertension induced by mhipitipn 



15 



of nitric oxi de synthesis ID rats - 



Adult, male Wistar rats (250 -350 g, n = 12) were kept cage with no more than 4 animals 
por cage Mean arterial blood pressure was measured noninvasively, by Letica (Barcelona) 
equipment. A cuff and a sensor around the tail of the animal were connected to the 
equipment. The cuff is inflated automatically in order the measure the mean arterial blood 

PreSSUr Dur ing the adaptation period, the animal received food and water "as libitum" and 
the daily intake of water was estimated. Body weight was estimated three times a week. 
After the levels of basal pressure were obtained, the rats were treated with L-NAME 70 
mg/kg/day in the drinking water. Once the arterial pressure reached elevated level, the 
25 animal was treated with 100 mg/kg/day of the lyophilized of the hydro-alcoholic- ethyl 
acetate plus L-NAME. As can been observed in figure 3, the extract induced a significant 
anti-hypertensive effect in this particular experiment. 

ty TY | Effects of the lyophilized of the hvdro-al coholic-ethvl acetate extract obtained from 
the decoction of Vitus labrusca skins i n rats with spontaneous hypertension . 

30 The antihypertensive activity of hydro-alcoholic-ethyl acetate extract obtained from the 
decoction of Vitis Labrusca was accessed in five spontaneous hypertensive rats weighting 
250 to 350 g Before the beginning of the treatment with the extract the arterial pressure 
was measured during two weeks, when after that period, the animals were treated orally 
with lyophilized of the extract 100 mg/kg/day. As showed in figure 4, oral treatment with 

35 the extract induced a significant anti-hypertensive response in this particular kind of 
experimental hypertension. 

F ) Effects Of the lyophilized of the hvdro-al coholi c extract o btained from fllS decoction. 
of Vitis lahrv*™ skins in rats with DOCA-Salt hypertension, 

Twelve Wistar male rats, weighting 250 to 350 g were divided in two groups, each 

40 group kept in different cages. All rats were were uninephrectomized. Arterial pressure was 
measured non invasively using a Letica (Barcelona) equipment, that include a cut! a 
sensor, put around the rat tail and connected to the equipment that inflate automatically the 
cuff and therefore measure the level of mean arterial pressure. 
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Seven days after the nephrectomy, the animal is adapted to the pressure 
measurement procedure and received food and water "ad libitun" and body weight was 
estimated three times a week. 

After the period of adaptation, the animals were treated subcutaneously with 25 
5 mg/kg/week and received saline as drinking water. Arterial pressure was measured three 
times a week. After the beginning of the treatment, the arterial blood pressure started to 
elevate. Sixteen days after the beginning of treatment, when the arterial blood pressure had 
reached a high level, 6 rats were treated orally with the extract 100 mg/kg/day. The other 
group of 6 rats were treated with only DOCA plus saline. As showed in figure 5, the extract 
10 induced a significant reduction of the mean arterial blood pressure in hypertensive rats. 

IX.F> Effects of the lyophilized obtained from the decoction of Vitis vim/e ra skins in the 
arterial hypertension in duced bv inhibition of nitric oxide synthesis in rats. 

Adult, male Wistar rats (250 -350 g, n = 11) were kept cage with no more than 4 
animals por cage. Mean arterial blood pressure was measured noninvasively, by Letica 
15 (Barcelona) equipment. A cuff and a sensor placed around the tail of the animal were 
connected to the equipment. The cuff is inflated automatically in order the measure the 
mean arterial blood pressure. 

The animals were submitted to a period of adaptation of the experimental 
conditions, for measurement the mean arterial blood pressure. During the adaptation period, 
20 the animals received tap water and food "ad libitum", and the daily intake of water was 
estimated. Body weight was estimated three times a week. 

After the basal pressure levels are obtained, one group (control, n = 5) was treated orally 
with 70 mg/kg/day L-NAME in drinking water. The other group (n = 6) was also treated 
with the same dose of L-NAME plus 100 mg/kg/day of lyophilized hydro-alcoholic extract 

25 obtained from the decoction of Vitis vinifera skin in the drinking water. As shown in figure 
6, the extract induced a significant anti-hypertensive effect in this particular experiment. 
IX.G> Effects of the lyophilized of the hydro-alcoholic-ethyl acetate extract obtained from 
the decoction of Vitis vinifera skins in the arterial hypertension induced bv inhibition of 
nitric oxide synthesis in rats. 

30 Adult, male Wistar rats (250 -350 g, n = 11) were kept cage with no more than 4 

animals por cage. Mean arterial blood pressure was measured noninvasively, by Letica 
(Barcelona) equipment. A cuff and a sensor placed around the tail of the animal were 
connected to the equipment. The cuff is inflated automatically in order the measure the 
mean arterial blood pressure. 

35 The animals were divided in two groups, were submitted to a period of adaptation of 

the experimental conditions, for measurement the mean arterial blood pressure. During the 
adaptation period, the animals received tap water and food "ad libitum", and the daily 
intake of water was estimated. Body weight was estimated three times a week. 
After the basal arterial pressure levels are obtained, both groups were treated orally with 70 

40 mg/kg/day L-NAME in drinking water. After the arterial blood pressure reached high 
levels, due to L-NAME treatment, one group (n = 5) received only L-NAME and the other 
group (n = 6) was treated with L-NAME plus the extract, 100 mg/kg/day orally. This 
treatment induced a significant reduction of the high levels of arterial pressure, when 
compared with the control group, as showed in figure 7. 
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Y\ PbannagatSShnical asnec t * of the preparation of capsules and tablets containing the dry 
rpsidne of the various fractions nht.med from skin of the fruits of Vitis fokwca .and Vm 
vi „ifera The capsules and/or tablets containing 100 to 500 mg of lyophihzed of Vitis 
labnisca or Vitis vinifera were obtained according to the usual pharmacotechnical 
procedures. The capsules were obtained in order to contain 100 to 500 mg, for instance 250 
mg of the lyophihzed plus cornstarch and colloidal silicon dioxide. Each capsule could 
have the following composition: 

Lyophihzed 250 mg 55.5% 

Cornstarch 200 mg 44 4% 

Colloidal silicon dioxide 0.5 mg 0.1 /o 

Xotal 450.5 mg 100% 

Cornstarch was added to complete the total mass of the capsule to approximately 450 mg_ 

Colloidal silicon dioxide was used to adsorb humidity and to facilitate the preparation of 

the capsules. 
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CLAIMS 

1) Process to obtain decoction of skins of Vitis labrusca and Vitis vinifera, characterized 
by the following steps: 

5 a) Separate the fruit into skins and pulps; 

b) Wash the skin obtained in step (a) in tap water for 3 minutes; 

c) Submit the skins of step (b) to a process of extraction in boiling water for 3 to 
10 minutes to obtain the decoction; 

d) Mince the decoction of step (c) with a mince during 3 to 5 minutes and 
10 macerate during 6 hours to 10 days at room temperature or at 4 °C; 

e) Filter the macerate obtained in step (d) in a sieve with 0.2 to 1 mm pores and 
subsequently in a filter paper; 

f) Concentrate the liquid phase obtained in step (e) in a rotator evaporator at low 
pressure and at a temperature of 35 to 50 0 C; 

15 g) Lyophilize the concentrated liquid phase in order to obtain a lyophilized of the 

decoction with pharmacological activities; 

2) . Process according to claim 1 caricaturized by the reason that the extraction of step (c) 
takes 5 minutes. 

3) Process according to claim 1 characterized by the reason that the time of maceration is 24 
20 hours. 

4) Process, according to claim 1 by the reason that the concentration of the liquid phase (step 
f) is obtained at 40 o C. 

5) Process to obtain a hydro-alcoholic extract characterized by the reason that in addition the 
decoction obtained in step (c) of claim 1 is extracted with the solvent ethanol in the proportion 

25 of 1:1, v:v and minced strongly during 3 to 5 minutes a then macerated for of 6 hours to 10 
days at room temperature or at 4oC, therefore obtaining the hydro-alcoholic extract of the 
decoction. 

6) Process according to claim 5 characterized by the reason that the macerated is filtered 
throughout a sieve with 0.2 to 1.0-mm pores and subsequently in filter paper. 

30 7) Process according to claim 6 characterized by the reason that the liquid phase is 
concentrated in a rotator evaporator at low pressure and at 35 to 50° C. 

8) Process according to claim 7 characterized by the reason that the liquid phase after 
concentration is lyophilized to obtain the lyophilized hydro-alcoholic extract of the decoction 
with pharmacodynamical activity. 

35 9) Process to obtain a hydro-alcoholic-acetate of ethyl extract characterized by the reason that 
in addition the decoction obtained in step (c) of claim 1 is extracted with the solvents ethanol 
and acetate of ethyl in the proportion of 1:1:1, v;v;v and minced strongly during 3 to 5 
minutes and then macerated for a period of 6 hours to 10 days at room temperature or at 4 o 
C. To obtain the hydro-alcoholic-acetate of ethyl extract of the decoction. 

40 10) Process according to claim 10 characterized by the reason that the macerated obtained is 
filtered in sieve with 0.2 to 1 .0 mm pores and then in filter paper. 

11) Process according to claim 11 characterized by the reason that the liquid phase is 
concentrated in rotator evaporator under low pressure and at 35 to 50 o C. 

12) Process according to claim 1 1 characterized by the reason that the liquid phase after being 
45 concentrated is lyophilized to obtain the lyophilized of the hydro-alcoholic-acetate of ethyl 

extract of the decoction with pharmacodynamical activity. 
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13) Pharmaceutical preparations characterized by the reason that contain 200 to 500 mg of 
lyophilized of the decoction of Vitis labrusca or Vitis vinifera and in addition 200 mg of corn 
amide and 0.5 mg of colloidal silicon dioxide. 

14) Pharmaceutical preparations characterized by the reason that contain 200 to 500 mg of 
5 lyophilized of the hydro-alcoholic extract obtained from the decoction of Vitis labrusca or 

Vitis vinifera and in addition 200 mg of corn amide and 0.5 mg of colloidal silicon dioxide. 

15) Pharmaceutical preparations characterized by the reason that contain 200 to 500 mg of 
lyophilized of the hydro-alcoholic-acetate of ethyl extract obtained from the decoction of Vitis 
labrusca or Vitis vinifera and in addition 200 mg of corn amide and 0.5 mg of colloidal 

10 silicon dioxide. 

16) Therapeutical indication of the pharmaceutical preparations pointed in claim 13, 14 and 
15 characterized by the reason of being indicated in the prevention and treatment of arterial 
hypertension and diseases induced by arterial hypertension. 

17) Therapeutical indication according to claim 16 by the reason that the pharmaceutical 
15 preparation having human and veterinary applications. 
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Figurel- Effect of V. labrusca deccoction on L-NAME hypertension. 



* P < 0.05. 



BNSDOCID: <WO__020721 18A1_I_> 



WO 02/0721 18 PCT/BR02/00038 



2/7 




Figure 2- Effect of hydro-alcoholic extract of V. labrusca on the 
L-NAME hypertension. * P < 0.05. 
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Figure 3- Effect of hydro-alcoholic - acetate of ethyl extract of 
V. labrusca on L-NAME hypertension. 



BNSDOCID: <WO_020721 18A1_I_> 



WO 02/072118 



PCT/BR02/00038 



4/7 



200 n 



<D 190 - 



=3 
(/> 

<D 



180 



Q- a) 

!g E 170 - 
< 



160 



150 



140 




Hydro-alcoholic - acetate of ethyl; 

extract of V. labrusca on SRH 
_, 1 1 1— 



-15 -10 -5 



0 5 10 15 
Days of treatment 



20 25 



Figure 4- Effect of hydro-alcoholic - acetate of ethyl extract of 
V: labrusca on SRH. * P < 0.05. 
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hypertension. * P < 0.05. 
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Figure 6- Effect of hydro-alcoholic extract of deccoction of V. vinifera 
grape-skin on L-NAME hypertension. * P < 0.05. 
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Figure 7- Effect of hydro-alcoholic - acetate of ethyl of V. vinifera 
deccoction on L-NAME hypertension. * P < 0.05. 
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